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Abstract
Copper is essential for healthy cellular functioning, but this heavy metal quickly becomes toxic when supply exceeds
demand. Marine sediments receive widespread and increasing levels of copper contamination from antifouling paints
owing to the 2008 global ban of organotin-based products. The toxicity of copper will increase in the coming years as
seawater pH decreases and temperature increases. We used a factorial mesocosm experiment to investigate how increasing
sediment copper concentrations and the presence of a cosmopolitan bioturbating amphipod, Corophium volutator, affected
a range of ecosystem functions in a soft sediment microbial community. The effects of copper on benthic nutrient release,
bacterial biomass, microbial community structure and the isotopic composition of individual microbial membrane
[phospholipid] fatty acids (PLFAs) all differed in the presence of C. volutator. Our data consistently demonstrate that copper
contamination of global waterways will have pervasive effects on the metabolic functioning of benthic communities that
cannot be predicted from copper concentrations alone; impacts will depend upon the resident macrofauna and their
capacity for bioturbation. This finding poses a major challenge for those attempting to manage the impacts of copper
contamination on ecosystem services, e.g. carbon and nutrient cycling, across different habitats. Our work also highlights
the paucity of information on the processes that result in isotopic fractionation in natural marine microbial communities. We
conclude that the assimilative capacity of benthic microbes will become progressively impaired as copper concentrations
increase. These effects will, to an extent, be mitigated by the presence of bioturbating animals and possibly other processes
that increase the influx of oxygenated seawater into the sediments. Our findings support the move towards an ecosystem
approach for environmental management.
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Introduction
Trace levels of copper are essential for the healthy functioning
of organisms owing to its central role in a range of enzymes [1].
However, this heavy metal is well known for its toxicity and the
biocidal properties of copper have been exploited by mankind for
centuries. Copper in the form of Cu2O is now the dominant active
ingredient found in antifouling paints applied to marine vessels
and other permanently submerged structures such as fish farm
cages [2,3] due to the global ban of organotin-based compounds in
2008. Cu2+ ions slowly leach from the paint and particulate copper
is further released to the environment in flakes of paint produced
during the periodic cleaning and maintenance of antifoulant-
coated structures [2,4,5]. Moving ships are estimated to leach
,100 tonnes of copper into the Greater North Sea each year, a
value that does not include the considerable losses occurring in
harbours and marinas [6]. Copper ions have a strong affinity for
binding with particulate matter [7], which ultimately carries this
heavy metal to the seafloor. Relatively low biological demands for
copper and the typically reducing nature of marine sediments
result in the accumulation of this element at the seabed [8], with
concentrations in ship recycling zones, beneath fish farms and near
boat yards reaching up to 703, 805 and 2230 mg Cu [kg dry
sediment]21 respectively [9,10,11].
The global growth in demand for sea freight, which increased
from 28,723 to 40,891 billion ton-miles between 2000 and 2010
[12], is causing concentrations of copper entering the marine
environment to rise. Marine aquaculture activities are also
increasing rapidly and represent another growing input of
copper into coastal benthic ecosystems, through the use of
copper-enriched feeds and antifouling products [9,13]. Increased
inputs of copper to marine ecosystems are occurring in concert
with ocean warming and acidification. These processes are both
expected to increase the bioavailability and hence toxicity of
copper, potentially by $100% over the next 100 years [14,15].
Copper is known to affect the biomass and metabolic activities
of sediment-associated bacteria [3,16], driving changes in their
community structure [17,18]. It also affects the activity and
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survival of marine metazoan fauna [19], impacting upon their
capacity for bioturbation [20]. Bioturbation is the process by
which faunal movements increase the flow of oxygenated water
into the seabed, and is well known to influence sediment microbial
community structure and nutrient effluxes [21,22,23]. Macrofau-
nal movements also increase the transport of heavy metals into
sediments [24] and mobilize copper owing to the enhanced supply
of oxidizing solutes [8] and organic copper-complexing com-
pounds [25]. Previous mesocosm studies investigating the effects of
copper on marine benthic communities have reported direct
effects [26] and interactions with trophic complexity and nutrient
availability [27,28,29]. An equally complex variety of responses to
copper contamination are reported in multi-species aquatic
microcosm experiments [30]. We hypothesized that copper
contamination and bioturbation interactively affect the composi-
tion and metabolic functioning of soft sediment microbial
communities. Our factorial mesocosm experiment focussed on
the cosmopolitan bioturbating amphipod Corophium volutator
because a) its ventilatory- and sediment reworking activities can
significantly affect carbon and nitrogen cycling in marine
sediments [31,32] and b) long-term exposure to even low
concentrations of copper is expected to negatively affect their
population density [33]. We employed a combination of
phospholipid fatty acid (PLFA) analyses and compound-specific
isotope ratio mass spectrometry (IRMS) to examine the microbial
response in our experiments. This combination of techniques
enables the relative structure and metabolic functioning of extant
microbial groups to be examined. The d13C signature of individual
fatty acids can provide information on the balance between
catabolism and anabolism of particular PLFAs, carbon isotope
fractionation, and also the identity of substrates used for
biosynthesis [34,35,36].
Materials and Methods
Study Location and Sediment Preparation
Experimental animals and sediments were collected at low tide
from the mudflats in the lower reach of the Ythan Estuary,
Aberdeenshire, NE Scotland, UK (57u 20.0859N, 02u 0.2069W) on
12/10/2009. All necessary permissions for work on the Ythan and
Forvie National Nature Reserve were obtained from Scottish
Natural Heritage. No protected or endangered species were
involved in our experiments. The marine amphipod, C. volutator,
was removed from the upper 3 cm of sediment by gentle sieving
(1 mm) and acclimated to laboratory conditions in fresh, aerated
seawater for 24 hrs prior to experimentation. Bulk sediments from
the upper 3 cm were gathered by hand and subsequently sieved
(0.5 mm) to remove macrofauna and large organic debris. The
resulting homogenised sediments contained 1.3760.01% w/w
organic carbon, d13C 222.2860.04 % where error is 61se and
n = 5. Copper concentrations in these sediments range between
1.9–4.5 mg Cu [kg dry sediment]21 [37]. Copper treatment levels
(Tables 1 and S1), chosen to span the range of concentrations
present in the natural environment [9,10,11], were established by
thoroughly homogenizing a saline solution of copper (II) sulphate
pentahydrate into known quantities of pre-sieved sediment [19].
This was chosen because the majority of antifouling paints use
Cu2O and the main biocidal species obtained from this compound
in the presence of O2 is Cu
2+ [2]. All of the seawater used was
pumped from the estuary at high tide (33 ppt), UV-sterilized and
10 mm filtered prior to use.
Mesocosm Experiments
A total of 60 mesocosms were assembled to examine how
increasing concentrations of copper and the presence of C. volutator
affected nutrient release from the sediments and benthic microbial
community structure. Individual mesocosms consisted of clear
cylindrical cores (300 mm high, 100 mm internal diameter) fitted
with removable acetyl baseplates. An 8 cm thick layer of sieved
sediment at the required copper concentration was carefully
introduced into each core and subsequently submerged beneath a
20 cm column (,1.5 L) of UV-sterilized and 10 mm filtered
seawater. Thirty healthy C. volutator ($4 mm body length) were
introduced to replicate (n = 5) mesocosms at each treatment level.
This is equivalent to 3820 individuals m22, a density chosen to be
equivalent to or lower than that found at the sampling location. C.
volutator are deposit- and episammic feeders in the absence of
suspended particulate matter [38]. The organic carbon content of
the sediments was greatly in excess of the respiratory demands of
these animals over the experimental duration (Text S1). The
remaining mesocosms at each concentration of copper (n = 5) were
incubated without C. volutator. All experimental units were
incubated at 15uC with a 12 h light:dark cycle and were
continuously aerated throughout the 10 day experimental period
to ensure that the water was saturated with oxygen. Cores were
examined daily and any dead animals on the sediment surface
were removed via a glass tube. However, in many cases dead
animals were lost from the experiment through decomposition
beneath the sediment surface. Water samples to determine
nutrient concentrations were collected at the end of the
experiment. The remaining overlying water was then carefully
removed from each core and sediment samples from the upper
1 cm were collected for subsequent analysis of the phospholipid
fatty acid (PLFA) content. All nutrient and PLFA samples were
stored frozen (220uC) prior to analysis. Surviving animals were
retrieved by sieving the experimental sediments.
Analytical Techniques
Concentrations of dissolved NH4
+-N, NOx
–N and PO4
3–P
(collectively ‘nutrients’ hereafter) were determined with a modular
flow injection auto-analyser (FIA Star 5010 series) using an
artificial seawater carrier solution. Sediment organic carbon
isotopic composition was determined on pre-acidified samples
using a Flash EA 1112 Series Elemental Analyser connected via a
Conflo III to a DeltaPlus XP IRMS (Thermo Finnigan, Bremen,
Germany). Purified PLFAs were extracted from freeze-dried
sediment samples and derivitized to yield fatty acid methyl esters
(FAMEs) [39,40]. The concentrations and carbon isotope ratios of
individual FAMEs were measured using a GC Trace Ultra with
Table 1. Nominal copper concentrations and the number of
animals surviving (6 stdev).
Nominal copper concentration
(mg Cu [kg wet sediment]21)
Number of animals surviving
after 10 days of incubation
0.0 (0) 22.463.8
30.2 (50) 26.261.3
90.5 (150) 14.864.3
181.0 (300) 11.266.0
301.7 (500) 12.461.5
603.4 (1000) 5.462.9
Values in parentheses represent dry weight concentrations.
doi:10.1371/journal.pone.0064940.t001
Copper-Animal Interactions in Marine Sediments
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combustion column attached via a GC Combustion III to a Delta
V Advantage IRMS (all Thermo Electron, Bremen, Germany).
Individual PLFAs were quantified by combining the area of their
mass peaks, m/z = 44, 45 & 46, after background subtraction, and
comparison with a known internal standard (19:0) added to each
sample [41]. Bacterial biomass was calculated from concentrations
of the biomarker PLFAs i15:0, ai15:0 and i16:0, assuming these
represent 10% of total bacterial PLFAs and 0.056 gC PLFA/gC
Figure 1. The effects of increasing copper concentration on (a) the proportion of C. volutator surviving, (b) bacterial biomass, and
concentrations of (c) NH4
+-N, (d) NOx
–N and (e) PO4
3–P. Mesocosms containing C. volutator are represented by filled triangles; those without
are represented by open circles. The inset figure (d) is re-scaled for clarity. Data on the x-axis are jittered to facilitate data visualisation.
doi:10.1371/journal.pone.0064940.g001
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biomass [42]. Carbon isotope ratios of individual PLFAs were
calculated with respect to Vienna-PDB (d13CV-PDB) through the
use of a CO2 reference gas injected before every sample and
traceable to International Atomic Energy Agency reference
material NBS 19 TS-Limestone. Repeated analysis over a two
month period of the d13C value of a C19 FAME internal standard
gave a standard error of 0.26 % (n = 18). PLFA-derived data
relates only to the extant microbial community as PLFAs in non-
living biomass undergo rapid environmental degradation.
Data Analysis
Data exploration was undertaken to identify outliers and
instances of collinearity [43]. The effect of copper concentration
on the survival of C. volutator was examined using linear regression.
Proportional survival data are bounded by 0 and 1 and were
therefore square root arcsin transformed prior to analysis. The
median concentration of copper that caused 50% mortality of C.
volutator was estimated using the trimmed Spearman-Karber
method using software supplied by the U.S. Environmental
Protection Agency [44]. Partial linear regression analysis of each
nutrient dataset was undertaken to examine the relative impor-
tance of copper concentration and the transformed proportion of
surviving C. volutator. In all 3 models, $38.4% of the explained
variance was attributable to copper concentration and #1.1% was
solely attributable to C. volutator (Table S2). Subsequent analysis of
the three nutrient datasets using generalized least squares (GLS)
regression included copper concentration as a nominal variable to
allow for non-linear effects and C. volutator as a binary variable
(present/absent) to avoid collinearity issues with copper level.
Bacterial biomass data were analysed similarly. All GLS regression
models were subjected to a hierarchical backwards selection
procedure using likelihood ratio (L. Ratio) tests to remove non-
significant terms. Full details of this procedure and subsequent
model validation are presented elsewhere [13,45,46]. Redundancy
analysis (RDA) was used to investigate how the proportional
abundance and delta values of individual PLFAs were influenced
by nominal copper concentration, the presence/absence of C.
volutator and the interaction between these variables. The
significance of individual model terms was determined using a
permuted (n = 9999) forwards selection procedure analogous to
that employed in the CANOCO software [47]. All statistical
analyses were conducted in the ‘R v2.11.1’ programming
environment [48] using the ‘nlme’ [49] and ‘vegan’ [50] packages.
Results
Copper Effects on Survival of C. volutator
Copper concentration had a significant, negative effect on the
survival of C. volutator (F = 22.01, df5,24, p,0.001; Figure 1a;
Table 1), although differences between copper concentrations of 0
(control) and 30.2 mg Cu [kg wet sediment]21 were not significant
(Table S3). The estimated LC50 was 190 mg Cu [kg wet
sediment]21 with upper and lower 95% confidence intervals of
161 and 224 mg Cu [kg wet sediment]21 respectively. This is in
excellent agreement with our previous estimate of 193 (95%
confidence intervals: upper = 171, lower = 219) mg Cu [kg wet
sediment]21 [19], demonstrating that the concentrations of copper
in the experimental sediments and overlying waters were
effectively the same as measured previously (Table S1).
Copper and C. volutator Effects on Nutrient
Concentrations and Bacterial Biomass and Sediment d13C
It was necessary to account for the different levels of variance
(heteroscedasticity) observed across the copper treatments by
including copper concentration as a variance covariate in all of the
analyses (p#0.027 in all cases; Table 2). Bacterial biomass and all
nutrient concentrations at the end of the 10-day experiment were
affected by significant copper6C. volutator interactions (p#0.011
in all cases; Table 2; Figure 1b–e). Bacterial biomass clearly
declined in response to the copper additions, but remained higher
in the presence of C. volutator at concentrations between 30 and
302 mg Cu [kg wet sediment]21 (Figure 1b). Concentrations of
NH4
+-N in all copper-spiked mesocosms were above those in the
controls. They reached a maximum at 91 mg Cu [kg wet sed]21
(Figure 1c) and declined thereafter. The net release of NH4
+-N
after 10 days was greater in the presence of C. volutator at all but the
highest concentration of copper. All levels of copper contamina-
tion, excluding the lowest treatment, resulted in concentrations of
NOx
–N being lower than those in the controls (Figure 1d). The
presence of C. volutator resulted in lower mean concentrations of
NOx
–N in all copper treatments, with the relative difference being
greatest at 302 mg Cu [kg wet sed] 21.
In the absence of C. volutator, there was a positive association
between copper concentrations and the net accumulation of
PO4
3–P in the overlying water (Figure 1e). When C. volutator was
present, concentrations of PO4
3–P also increased across the control
and two lowest concentrations of copper and then declined rapidly
as copper contamination increased further.
Copper and C. volutator Effects on Microbial PLFAs
Absolute concentrations of individual PLFAs, their relative
composition (mol %) and isotopic signatures (d13C) are presented
in Figures S1, S2 and S3 respectively. In order of importance,
copper concentration, the presence of C. volutator and an
interaction between these variables all significantly (p,0.001)
increased the amount of variance explained in the percentage (mol
%) PLFA data (Table S4). The amount of variation purely
attributable to copper and C. volutator was 42% and 12%
respectively. A total of 67% of the variation in the data was
explained by all the explanatory variables and 49% of all variation
was explained by the first two axes (Table S5). The resulting RDA
triplot (Figure 2) visualises the additive and interactive effects of
copper and C. volutator on the relative abundance of PLFAs in the
sediments. The PLFA signature in the control treatments (black
symbols) was distinct from all others and did not differ due to the
addition of C. volutator. Increasing copper concentration resulted in
a progressive shift in the composition of PLFAs (imagine a vertical
line of origin x =20.75, y = 0.5 rotating anticlockwise as copper
Table 2. Summary of statistical models investigating the
factors influencing nutrient concentrations and bacterial
biomass.
Response Model term df L. ratio p
NH4
+-N Copper6 C. volutator 5 45.42 ,0.001
Copper1 5 70.08 ,0.001
NOx
–N Copper6 C. volutator 5 14.82 0.011
Copper1 5 166.84 ,0.001
PO4
3–P Copper6 C. volutator 5 111.73 ,0.001
Copper1 5 15.14 0.010
Bacterial biomass Copper6 C. volutator 5 30.49 ,0.001
Copper1 5 15.75 0.008
1Variance covariate.
doi:10.1371/journal.pone.0064940.t002
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concentration increases); the relative change in the PLFA signature
decreased as copper concentration increased. For a given
concentration of copper, the addition of C. volutator resulted in a
distinct shift in the relative abundance of the PLFAs (compare
filled circles and triangles for any given colour but black).The
control and lowest copper treatment were largely discriminated on
the first axis, which had strong negative loadings of the PLFAs
20:4(n–5, 8, 11, 14), 17:0cy, 15:0ai, 20:5(n–3) and 17:0ai.
Mesocosms containing C. volutator at copper concentrations
$91 mg Cu [kg wet weight]21 were also mainly discriminated
on the first axis, with strong positive loadings of 15:0, 17:1(n–8),
17:0, 18:1(n–7) and 16:1(n–7).
The amount of explained variance in the d13C PLFA data
increased significantly (p,0.001) by incorporating C. volutator,
nominal copper concentrations and their interaction (Table S4).
Copper and C. volutator individually explained 19% and 7% of the
variance in the data. The total amount of variance explained by
the explanatory variables was 45%; 29% of the variance in the
d13C PLFA data was explained by the first two axes (Table S5).
The RDA triplot (Figure 3) revealed similar albeit it less prominent
patterns to those in Figure 2. The d13C values of the sediment
PLFAs changed in response to increasing concentrations of
copper. The presence of C. volutator also resulted in a pronounced
change in the isotopic signature of the PLFA suite; the relative
magnitude of the shift was dependent upon copper concentration.
The control treatment where C. volutator was excluded and all
mesocosms spiked with copper at 30 mg Cu [kg wet weight]21
discriminated on axis 1, with negative loadings of the PLFAs 16:0i,
14:0, 16:1(n25) and 18:0. Mesocosms containing C. volutator and
copper at concentrations $91 mg Cu [kg wet weight]21 also
discriminated predominantly on axis 1, with positive loadings of
17:1(n28)c, 15:0, 16:1(n27), 17:0, 17:0cy, 16:0 and 19:0cy.
Discussion
Our study demonstrates that the effects of copper contamina-
tion on the structure and metabolic functioning of a soft sediment
benthic microbial community are different in the presence of
macrofauna. Copper 6 C. volutator interactions affected bacterial
biomass, nutrient concentrations, microbial community structure
and their isotopic signatures at the end of our experiment.
Copper and Macrofaunal Effects on Sediment Nutrient
Exchange
C. volutator are known to stimulate biogeochemical cycling in
marine sediments through their ventilatory activities [31,32], and
can up-regulate their metabolic- and hence excretion rates in
response to heavy metal contamination [31,51,52]. Elevated levels
of NH4
+-N and PO4
3–P in the presence of C. volutator were
therefore expected. However, our experimental sediments also
contained bacteria and microalgae, both of which also contribute
significantly to benthic elemental cycling.
Copper has direct, adverse affects on bacteria [16,3] and
microalgae [53,54]. C. volutator affects these two groups of
organisms directly through their feeding [55,56,57]. They also
affect them indirectly via bioturbation [31,32] and their capacity
to bioaccumulate copper and hence detoxify the surrounding
environment [58,59]. In addition, the movement and burrowing
activity of C. volutator changes in response to increasing copper
concentrations [19,59], further affecting the supply and distribu-
tion of oxygenated seawater and bioavailable copper to benthic
organisms [8]. We suggest that the typically lower concentrations
of NOx–N observed in the mesocosms containing C. volutator
indicates that the presence and activity of these animals provided
some, albeit variable, alleviation of copper-inhibited denitrification
for the resident microbial community [29,31]. This interpretation
is consistent with the understanding that denitrification is the
Figure 2. Redundancy analysis (RDA) distance triplot of the mol % PLFA data visualising (a) the 60 independent mesocosm
experiments (‘sites’) and (b) the 24 PLFAs (‘species’) and the effects of the explanatory variables. Colours relate to the nominal sediment
concentration of copper, as denoted by the inset legend (units =mg Cu [kg wet weight]21). Filled triangles and circles represent mesocosms with and
without C. volutator present respectively. Explanatory variables used were nominal copper concentrations (filled squares), the presence/absence of C.
volutator (open triangle and circle respectively) and a copper6 C. volutator interaction (plotted as vectors by copper concentration). The original
location of the fatty acid 17:0 is indicated by a black cross symbol. A single replicate (green triangle; 91 mg Cu [kg wet weight]21 with C. volutator;
x = 0.034, y =21.754) was omitted to facilitate data visualization. Double bond positions for the PLFAs 18:2(n26,9), 18:3(n25,10,12) and
20:4(n25,8,11,14) were omitted for clarity. Parts (a) and (b) are plotted separately to facilitate data visualisation.
doi:10.1371/journal.pone.0064940.g002
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dominant loss process for nitrate in intertidal sediment ecosystems
[60,61,62] and the known sensitivity of denitrifying bacteria to
copper [29,63].
Looking beyond the interactive effects of copper and C. volutator,
broad similarities exist in the patterns of net nutrient fluxes across
the different levels of copper either with or without C. volutator.
This observation is consistent with the understanding that the
direct effects of copper on microbe-mediated nutrient cycling are
greater than indirect effects caused by impaired- or lost
macrofaunal functionality and species identity [20]. Concentra-
tions of NH4
+-N and NOx
–N were elevated and depressed
respectively relative to the controls at all but the lowest copper
treatment (Figures 1d & e). The high concentrations of NOx
–N
observed in the lowest copper treatment likely reflect the
stimulatory effect that low concentrations of this metal have on
nitrification [63,64]. Lower concentrations of NOx
–N at levels of
copper beyond this do not reflect increased uptake by benthic
microalgae as NH4
+-N concentrations, which phytoplankton
preferentially utilise over NO3
2 [65], remained above control
values at all levels of copper contamination. It is also unlikely that
this effect reflects an increase in denitrification as this process is
negatively affected by copper [29,63]. Rather, the positive effect of
copper on the net accumulation of NH4
+-N indicates an increase
in heterotrophy of the benthic community [66] and reduced
nutrient uptake by benthic microalgae. The reduced accumulation
of NOx
–N was likely due to copper inhibition of nitrification [31].
The negative relationship between copper concentration and the
algal biomarker polyunsaturated fatty acids (PUFAs), 18:2(n26,9),
20:4(n25,8,11,14) and 20:5(n23) (Figures S1 and S2) demon-
strates that copper contamination had a strong, negative effect on
the microphytobenthos in our mesocosms [53]. This observation is
consistent with the aforementioned mechanism to explain the
observed accumulation of NH4
+-N in the overlying waters.
Nevertheless, further work across a variety of scales is required
to confirm the mechanisms suggested above. Highly targeted
laboratory experiments using mono- and multi-species mixtures of
benthic microbes and macrofauna are necessary to provide
mechanistic insights into the interrelationships between copper
contamination and the ways in which organisms interact with
elemental cycles. Equally, field-scale observations across a variety
of locations will be necessary to ‘ground-truth’ the existence and
relevance of such effects in the natural world.
Copper and Macrofaunal Effects on the Sediment
Microbial Community
Copper has been shown to increase maintenance energy
demands in estuarine microbial communities, requiring an
increasing proportion of the available substrates to be channelled
towards catabolic processes as contamination levels increase
[3,66,67]. The reduction in bacterial biomass with increasing
copper concentrations was therefore expected. However, the
typically positive effect of C. volutator on bacterial biomass is in
contrast to the reported negative effects of this animal on microbial
biomass in estuarine sediments [55]. We attribute this discrepancy
to the increased availability of metabolic substrates for bacterial
growth in the form of dead C. volutator in our experiments
(discussed below).
The significant copper6C. volutator interactions observed in the
PLFA relative abundance- (Figure 2) and isotopic data (Figure 3)
demonstrate that the effects of copper on the structure and
metabolic functioning of the sediment microbial community differ
in the presence of C. volutator. This result is consistent with the
known effects of bioturbating organisms on microbial community
structure [22,23] and the capacity for C. volutator to influence
copper bioavailability [58,59]. Considering the effects of copper on
bacteria and microphytobenthos discussed above, it is not
surprising that sediments from the control- and lowest copper
Figure 3. Redundancy analysis (RDA) distance triplot of the d13C PLFA data visualising (a) the 60 independent mesocosm
experiments (‘sites’) and (b) the 24 PLFAs (‘species’) and the effects of the explanatory variables. Colours relate to the nominal sediment
concentration of copper, as denoted by the inset legend (units =mg Cu [kg wet weight]21). Filled triangles and circles represent mesocosms with and
without C. volutator present respectively. Explanatory variables used were nominal copper concentrations (filled squares), the presence/absence of C.
volutator (open triangle and circle respectively) and a copper6 C. volutator interaction (plotted as vectors by copper concentration). The original
locations of the fatty acids 16:1(n27)c, 18:0, 18:1(n21) and 18:3(n25,10,12) are indicated by black cross symbols. Double bond positions for the
PLFAs 18:2(n26,9), 18:3(n25,10,12) and 20:4(n25,8,11,14) were omitted for clarity. Parts (a) and (b) are plotted separately to facilitate data
visualisation.
doi:10.1371/journal.pone.0064940.g003
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treatments were discriminated from others by generic PLFA
biomarkers for bacteria (17:0cy, 15:0ai and 17:0ai) and diatoms
(20:4(n25, 8, 11, 14), 20:5(n23)) [68]; the highest quantities of
these two groups of organisms were present in the control cores.
Discerning the mechanisms causing the observed changes in the
isotopic signatures of individual PLFAs is somewhat more
complex. Carbon isotope signatures reflect a variety of factors,
including the signatures of basal resources and specific metabolic
pathways that result in isotopic fractionation [34,36]. Indeed,
recent work in an undisturbed soil ecosystem has highlighted the
paucity of knowledge on the turnover rates of individual groups of
microorganisms and the isotopic fractionations that result from
their specific metabolic pathways [69]. Even less is known about
these issues in natural marine microbial communities. Potential
modifications in sediment oxygen concentrations, driven by the
interactive effects of bioturbation [31,32] and copper [70], could
have influenced the d13C signatures of PLFAs both directly and
indirectly. Discrimination during bacterial lipid biosynthesis can
depend upon respiratory conditions [71]. Any change in the
relative abundance of the bacteria responsible for anaerobic
ammonia oxidization, a process that is widespread in soft sediment
habitats [72], will influence the observed changes in d13C of
individual PLFAs. Pure culture experiments with these organisms
demonstrate that they strongly fractionate against 13C [73].
However, the first principle component in the redundancy analysis
of d13C signatures of the PLFAs (Figure 3) had strong, positive
loadings of the PLFAs 17:1(n28), 15:0, 16:1(n27), 17:0, 17:0cy,
16:0 and 19:0cy. Many of these are typically associated with
sulfate-reducing bacteria [74,75,76]. It therefore seems likely that
the observed changes in d13C were at least partially attributable to
this group of organisms, which predominate in shallow water
sediments [77], including those used in the present study [78].
Cultured sulfate-reducing bacteria typically produce 13C depleted
PLFAs, with the extent of isotopic discrimination depending upon
whether they are undergoing auto-, mixo- or heterotrophic growth
[76]. This explanation is incomplete, however, as the generic
bacterial PLFAs 15:0, 15:0ai and 17:1(n28) became progressively
13C enriched as copper concentrations increased (Figure S3). We
suggest that this phenomenon can be explained by the increased
bacterial utilisation of dead C. volutator biomass as copper
concentrations increased. The d13C signature of C. volutator
collected from the same location as our experimental animals,
approximately 215.8 % [79], is considerably greater than the
value of 222.3 % observed for the bulk sedimentary organic
material. There is a need for a more detailed understanding of the
processes that influence the isotopic signatures of organisms,
particularly as the application of compound-specific techniques
such as those used herein are likely to become more commonplace
in the future.
Copper and Macrofaunal Effects in Natural Sediment
Ecosystems
Our data were derived from a 10-day experiment conducted on
defaunated sediments retrieved from an intertidal mudflat. We
made no attempt to allow the microbial community to adapt or
shift towards copper tolerance, although this process was almost
certainly taking place over the experimental duration [63]. We
also added only a single invertebrate species which is clearly an
over simplification of the natural world. Such limitations are
typical of mesocosm-type experiments, and must be carefully
considered when attempting to place the resulting data into a
wider ecological and biogeochemical context [80]. It is conceiv-
able that the strong, interactive effects between copper concen-
tration and the presence of a bioturbating organism reported
herein are only applicable to our experimental system. However,
we suggest that our findings are more widely applicable because a)
our original hypothesis was developed from the understanding that
copper and bioturbation both affect the structure and functioning
of microbial communities across a range of habitats and
ecosystems [18,21,22,30,32]; b) the reported effects of copper
and C. volutator are consistent with previous research conducted
over different timescales, in different locations using different
organisms and techniques. We therefore contend that the
assimilative capacity of any marine soft sediment benthic
community will become progressively impaired by any process
that causes the concentrations and bioavailability of copper to
increase. Reductions of benthic bacterial- and microalgal biomass
will decrease the capacity of these organisms to process elements
such as carbon and nitrogen. This is particularly important in the
global context of aquaculture activities, which must double by
2050 if current per capita consumption rates are to be sustained
[81]. Marine fish farming can result in the accumulation of both
organic matter and copper in the underlying sediments [9,13,46].
It follows that copper contamination will serve as a positive
feedback mechanism for organic enrichment in such environ-
ments. Decreased availability of benthic bacteria and microalgae
will also negatively impact upon the energetic and nutritional
value of contaminated sediments, particularly as PUFAs such as
20:5(n23) are widely considered to be essential for many marine
organisms.
Our data demonstrate that the effects of copper contamination
on the structure and functioning of soft sediment habitats cannot
be predicted solely from ambient concentrations of this heavy
metal. The macrofaunal community at any particular location will
influence, and in certain cases alleviate, the negative effects of
copper contamination on the assimilative capacity of the local
environment. Other processes that influence the flushing of
sediments with fresh, aerated seawater, such as storm surge
events, may also be expected to have similar effects. These findings
have serious implications for environmental managers and marine
policy makers; they indicate that a concentration-based approach
to environmental management will yield unsatisfactory results
across multiple benthic habitats. Indeed, they support the move
towards an ecosystem approach to environmental management
that places increased emphasis on the biological and ecological
characteristics of each given location [30,82]. The successful and
widespread application of the ecosystem approach will require
increased efforts to investigate if and how pollutants influence the
structure and functioning of marine communities across a range of
environments and seasons.
Supporting Information
Figure S1 Concentrations (± SE) of individual PLFAs
measured at the end of the experiment.
(DOC)
Figure S2 Relative concentrations (mol %, ± SE) of
individual PLFAs measured at the end of the experi-
ment.
(DOC)
Figure S3 Isotopic composition (d13C, ± SE) of individ-
ual PLFAs measured at the end of the experiment.
(DOC)
Table S1 Nominal and measured concentrations of
copper in the sediments and overlying waters of a
previous, identical experiment with C. volutator after 10
days of incubation.
Copper-Animal Interactions in Marine Sediments
PLOS ONE | www.plosone.org 7 May 2013 | Volume 8 | Issue 5 | e64940
(DOC)
Table S2 Percent of variation in nutrient concentrations
at the end of the experiments attributable solely to
copper concentration and square root arcsin trans-
formed proportion of C. volutator surviving.
(DOC)
Table S3 Model output from the analysis examining
how copper dose (0–6) affected the square root arcsin
transformed proportion of C. volutator surviving the 10-
day incubation period.
(DOC)
Table S4 Order of importance, F-statistics, p-values
and the % variance solely attributable to each variable
in the two RDA analyses.
(DOC)
Table S5 Numerical output from RDA analysis of the
mol % and d13C PLFA data.
(DOC)
Text S1 Estimated metabolic demands of C. volutator
over the 10-day experimental duration.
(DOC)
Acknowledgments
M. Solan is gratefully acknowledged for the loan of the experimental cores.
We thank everyone that commented on this article prior to publication.
Author Contributions
Conceived and designed the experiments: DJM. Performed the experi-
ments: DJM NG JE-E BT. Analyzed the data: DJM BT. Contributed
reagents/materials/analysis tools: DJM AM BT. Wrote the paper: DJM
BT. Analyzed the samples: NG JE-E BT.
References
1. Festa RA, Thiele DJ (2011) Copper: An essential metal in biology. Curr Biol 21:
R877–R883.
2. Yebra DM, Kiil S, Dam-Johansen K (2004) Antifouling technology – past,
present and future steps towards efficient and environmentally friendly
antifouling coatings. Prog Org Coat 50: 75–104.
3. Almeida A, Cunha A, Fernandes S, Sobral P, Alcaˆntara F (2007) Copper effects
on bacterial activity of estuarine silty sediments. Estuar Coast Shelf S 73: 743–
752.
4. Parks R, Donnier-Marechal M, Frickers PE, Turner A, Readman JW (2010)
Antifouling biocides in discarded marine paint particles. Mar Pollut Bull 60:
1226–1230.
5. Turner A (2010) Marine pollution from antifouling paint particles. Mar Pollut
Bull 60: 159–171.
6. OSPAR (2009) Losses of contaminants from ships’ coatings and anodes.
Publication number 462/2009. ISBN 978–1–907390–03–6.
7. Neumann-Hensel H, Ahlf W (1995) Fate of copper and cadmium in a sediment-
water system, and effect on chitin degrading bacteria. Acta Hydroch Hydrob 23:
72–75.
8. Lu JCS, Chen KY (1977) Migration of trace metals in interfaces of seawater and
polluted surficial sediments. Environ Sci Technol 11: 174–182.
9. Dean RJ, Shimmield TM, Black KD (2007) Copper, zinc and cadmium in
marine cage fish farm sediments: An extensive survey. Envrion Pollut 145: 84–
95.
10. Singh N, Turner A (2009) Trace metals in antifouling paint particles and their
heterogeneous contamination of coastal sediments. Mar Pollut Bull 58: 559–564.
11. Nes¸er G, Kontas A, U¨nsalan D, Uluturhan E, Altay O, et al. (2012) Heavy metal
contamination levels at the Coast of Aliag˘a (Turkey) ship recycling zone. Mar
Pollut Bull 64: 882–887.
12. UNCTAD (2012) Review of maritime transport, 2012. ISBN 978–92–1–
112860–4.
13. Mayor DJ, Solan M (2011) Complex interactions mediate the effects of fish
farming on benthic chemistry within a region of Scotland. Environ Res 111:
635–642.
14. Richards R, Chaloupka M, Sano` M, Tomlinson R (2011) Modelling the effects
of ‘coastal’ acidification on copper speciation. Ecol Model 222: 3559–3567.
15. Roberts DA, Birchenough SNR, Lewis C, Sanders MB, Bolam T, et al. (2013)
Ocean acidification increases the toxicity of contaminated sediments. Glob
Change Biol 19: 340–351.
16. Jonas RB (1989) Acute copper and cupric ion toxicity in an estuarine microbial
community. Appl Environ Microb 55: 43–49.
17. Frostega˚rd A˚, Tunlid A, Ba˚a˚th E (1993) Phospholipid fatty acid composition,
biomass and activity of microbial communities from two soil types experimen-
tally exposed to different heavy metals. Appl Environ Microb 59: 3605–3617.
18. Frostega˚rd A˚, Tunlid A, Ba˚a˚th E (1996) Changes in microbial community
structure during long-term incubation in two soils experimentally contaminated
with metals. Soil Biol Biochem 28: 55–63.
19. Mayor DJ, Solan M, Martinez I, Murray L, McMillan H, et al. (2008) Acute
toxicity of some treatments commonly used by the salmonid aquaculture
industry to Corophium volutator and Hediste diversicolor: Whole sediment bioassay
tests. Aquaculture 285: 102–108.
20. Mayor DJ, Solan M, McMillan H, Killham K, Paton GI (2009) Effects of copper
and the sea lice treatment Slice(R) on nutrient release from marine sediments.
Mar Pollut Bull 58: 552–558.
21. Bertics VJ, Ziebis W (2009) Biodiversity of benthic microbial communities in
bioturbated coastal sediments is controlled by geochemical microniches. ISME J
3: 1269–1285.
22. Laverock B, Smith CJ, Tait K, Osborn AM, Widdicombe S, et al. (2010),
Bioturbating shrimp alter the structure and diversity of bacterial communities in
coastal sediments. ISME J 4: 1531–1544.
23. Gilbertson WW, Solan M, Prosser JI (2012) Differential effects of microorgan-
ism-invertebrate interactions on benthic nitrogen cycling. FEMS Microbiol Ecol
82: 11–22.
24. Petersen K, Kristensen E, Bjerregaard P (1998) Influence of bioturbating
animals on flux of cadmium into estuarine sediment. Mar Environ Res 45: 403–
415.
25. Jones DE, Turner A (2010) Bioaccessibility and mobilisation of copper and zinc
in estuarine sediment contaminated by antifouling paint particles. Estuar Coast
Shelf S 87: 399–404.
26. Petersen DG, Dahllof I, Nielsen LP (2004) Effects of zinc pyrithione and copper
pyrithione on microbial community function and structure in sediments.
Environ Toxicol Chem 23: 921–928.
27. Breitburg DL, Sanders JG, Gilmour CC, Hatfield C A, Osman RW, et al. (1999)
Variability in responses to nutrients and trace elements, and transmission of
stressor effects through an estuarine food web. Limnol Oceanorgr 44: 837–863.
28. Laursen AE, Seitzinger SP, Dekorsey R, Sanders JG, Breitburg DL, et al. (2002)
Multiple stressors in an estuarine system: effects of nutrients, trace elements, and
trophic complexity on benthic photosynthesis and respiration. Estuaries 25: 57–
69.
29. Sundba¨ck K, Petersen DG, Dahllo¨f I, Larson F (2007) Combined nutrient-
toxicant effects on a shallow-water marine sediment system: sensitivity and
resilience of ecosystem functions. Mar Ecol Prog Ser 330: 13–30.
30. De Laender F, Taub FB, Janssen CR (2011) Ecosystem functions and densities of
contributing functional groups respond in a different way to chemical stress.
Environ Toxicol Chem 30: 2892–2898.
31. Pelegri SP, Blackburn TH (1994) Bioturbation effects of the amphipod Corophium
volutator on microbial nitrogen transformations in marine sediments. Mar Biol
121: 253–258.
32. Pelegri SP, Nielsen LP, Blackburn TH (1994) Denitrification in estuarine
sediment stimulated by the irrigation activity of the amphipod Corophium volutator.
Mar Ecol Prog Ser 105: 285–290.
33. Conradi M, Depledge MH (1998) Population responses of the marine amphipod
Corophium volutator (Pallas, 1766) to copper. Aquat Toxicol 44: 31–45.
34. Hayes JM (2001) Fractionation of the isotopes of carbon and hydrogen in
biosynthetic processes. Rev Mineral Geochem 43: 225–277.
35. Boschker HTS, Middelburg JJ (2002) Stable isotopes and biomarkers in
microbial ecology. FEMS Microbiol Ecol 40: 85–95.
36. Pancost RD, Sinninghe Damste´ JS (2003) Carbon isotopic compositions of
prokaryotic lipids as tracers of carbon cycling in diverse settings. Chem Geol
195: 29–58.
37. Bat L (1998) Influence of sediment on heavy metal uptake by the polychaete
Arenicola marina. Turk J Zool 22: 341–350.
38. Riisgard HU, Schotge P (2007) Surface deposit feeding versus filter feeding in
the amphipod Corophium volutator. Mar Biol Res 3: 421–427.
39. Bligh EG, Dyer WJ (1959) A rapid method of total lipid extraction and
purification. Can J Biochem Phys 37: 911–917.
40. White DC, Davis WM, Nickels JS, King JD, Bobbie RJ (1979) Determination of
the sedimentary microbial biomass by extractible lipid phosphate. Oecologia 40:
51–62.
41. Thornton B, Zhang Z, Mayes RW, Ho¨gberg MN, Midwood AJ (2011) Can gas
chromatography combustion isotope ratio mass spectrometry be used to quantify
organic compound abundance? Rapid Commun Mass Sp 25: 2433–2438.
42. Brinch-Iversen J, King GM (1990) Effects of substrate concentration, growth
state, and oxygen availability on relationships among bacterial carbon, nitrogen
and phosphorus content. FEMS Microbiol Lett, 74: 345–355.
Copper-Animal Interactions in Marine Sediments
PLOS ONE | www.plosone.org 8 May 2013 | Volume 8 | Issue 5 | e64940
43. Zuur AF, Ieno EN, Elphick CS (2010) A protocol for data exploration to avoid
common statistical problems. Method Ecol Evolut 1, 3–14.
44. US Environmental Protection Agency (2006) Available: http://www.epa.gov/
eerd/stat2.htm.
45. Zuur AF, Ieno EN, Walker NJ, Saveliev AA, Smith GM (2009) Mixed-Effects
Models and Extensions in Ecology with R. New York: Springer.
46. Mayor DJ, Zuur AF, Solan M, Paton GI, Killham K (2010) Factors affecting
benthic impacts at Scottish fish farms. Environ Sci Technol 44: 2079–2084.
47. Zuur AF, Ieno EN, Smith GM (2007) Analysing Ecological Data. New York:
Springer.
48. R Development Core Team (2010) R: A Language and Environment for
Statistical Computing. R Foundation for Statistical Computing, Vienna.
Available: http://www.R-project.org.
49. Pinheiro J, Bates D, DebRoy S, Sarkar D, the R Development Core Team
(2010) nlme: Linear and Nonlinear Mixed Effects Models. R package version
3.1–97. Available: http://CRAN.R-project.org/package = nlme.
50. Oksanen J, Blanchet FG, Kindt R, Legendre P, O’Hara RB, et al. (2010). vegan:
Community Ecology Package. R package version 1.17–4. Available: http://
CRAN.R-project.org/package = vegan.
51. Hebel DK, Jones MB, Depledge MH (1997) Responses of crustaceans to
contaminant exposure: a holistic approach. Estuar Coast Shelf S 44: 177–184.
52. Durou C, Mouneyrac C, Amiard-Triquet C (2004) Tolerance to metals and
assessment of energy reserves in the polychaete Nereis diversicolor in clean and
contaminated estuaries. Environ Toxicol 20: 23–31.
53. Alsterberg C, Sundba¨ck K, Larson F (2007) Direct and indirect effects of an
antifouling biocide on benthic microalgae and meiofauna. J Exp Mar Biol Ecol
351: 56–72.
54. Manimaran K, Karthikeyan P, Ashokkumar S, Ashok Prabu V, Sampathkumar
P (2012) Effect of copper on growth and enzyme activities of marine diatom,
Odontella mobiliensis. B Environ Contam Tox 88: 30–37.
55. Gerdol V, Hughes RG (1994) Effect of Corophium volutator on the abundance of
benthic diatoms, bacteria and sediment stability in two estuaries in southeastern
England. Mar Ecol Prog Ser 114: 109–115.
56. Hawkins CM (1985) Population carbon budgets and the importance of the
amphipod Corophium volutator in the carbon transfer on a Cumberland Basin
mudflat, Upper Bay of Fund, Canada. Neth J Sea Res 19: 165–176.
57. Murdoch MH, Ba¨rlocher F, Laltoo ML (1986) Population dynamics and
nutrition of Corophium volutator (Pallas) in the Cumberland Basin (Bay of Fundy).
J Exp Mar Bio Ecol 103: 235–249.
58. Icely JD, Nott JA (1980) Accumulation of copper within the ‘‘hepatopancreatic’’
caeca of Corophium volutator (Crustacea: Amphipoda). Mar Biol 57: 193–199.
59. Bat L, Raffaelli D, Marr IL (1998) The accumulation of copper, zinc and
cadmium by the amphipod Corophium volutator (Pallas). J Exp Mar Biol Ecol 223:
167–184.
60. Binnerup SJ, Jensen K, Revsbech NP, Jensen MH, Sørensen J (1992)
Denitrificaion, dissimilatory reduction of nitrate to ammonium, and nitrification
in a bioturbated estuarine sediment as measured with 15N and microsensor
techniques. Appl Environ Microb 58: 303–313.
61. Nixon SW, Ammerman JW, Atkinson LP, Berounsky M, Billen G, et al. (1996)
The fate of nitrogen and phosphorus at the land-sea margin of the North
Atlantic Ocean. Biogeochemistry 35: 141–180.
62. Porubsky WP, Weston NB, Joye SB (2009) Benthic metabolism and the fate of
dissolved inorganic nitrogen in intertidal sediments. Estuar Coast Shelf S 83:
392–402.
63. Ochoa-Herrera V, Leo´n G, Banihani Q, Field JA, Sierra-Alvarez R (2011)
Toxicity of copper(II) ions to microorganisms in biological wastewater treatment
systems. Sci Total Environ 412–413: 380–385.
64. Barber WP, Stuckey DC (2000) Nitrogen removal in a modified anaerobic
baffled reactor (ABR): 2, nitrification. Water Res 34: 2423–2432.
65. Dortch Q (1990) The interaction between ammonium and nitrate uptake in
phytoplankton. Mar Ecol Prog Ser 61: 183–201.
66. Wiegner TN, Seitzinger SP, Breitburg DL, Sanders JG (2003) The effects of
multiple stressors on the balance between autotrophic and heterotrophic
processes in an estuarine system. Estuaries 26: 352–364.
67. Chander K, Joergensen RG (2001) Decomposition of 14C glucose in two soils
with different amounts of heavy metal contamination. Soil Biol Biochem 33:
1811–1816.
68. Kelly JR, Scheibling RE (2012) Fatty acids as dietary tracers in benthic food
webs. Mar Ecol Prog Ser 446: 1–22.
69. Lerch TZ, Nunan N, Dignac M-F, Chenu C, Mariotti A (2011) Variations in
microbial isotopic fractionation during soil organic matter decomposition.
Biogeochemistry 106: 5–21.
70. Simpson SL, Rosner J, Ellis J (2000) Competitive displacement reactions of
cadmium, copper and zinc added to a polluted, sulfidic estuarine sediment.
Environ Toxicol Chem 19: 1992–1999.
71. Teece MA, Fogel ML, Dollhopf ME, Nealson KH (1999) Isotopic fractionation
associated with biosynthesis of fatty acids by a marine bacterium under oxic and
anoxic conditions. Org Geochem 30: 1571–1579.
72. Nicholls JC, Trimmer M (2009) Widespread occurrence of the anammox
reaction in estuarine sediments. Aquat Microb Ecol 55: 105–113.
73. Schouten S, Strous M, Kuypers MMM, Rijpstra WIC, Baas M, et al. (2004)
Stable carbon isotopic fractionations associated with inorganic carbon fixation
by anaerobic ammonia-oxidizing bacteria. Appl Environ Microb 70: 3785–
3788.
74. Taylor J, Parkes RJ (1983) The cellular fatty acids of the sulphate-reducing
bacteria, Desulfobacter sp., Desulfobulbus sp. and Desulfovibrio desulfuricans. J Gen
Microbiol 129: 3303–3309.
75. Guckert JB, Antworth CP, Nichols PD, White DC (1985) Phospholipid, ester-
linked fatty acid profiles as reproducible assays for changes in prokaryotic
community structure of estuarine sediments. FEMS Microbiol Ecol 31: 147–158.
76. Londry KL, Jahnke LL, Des Marais DJ (2004) Stable carbon isotope ratios of
lipid biomarkers of sulphate-reducing bacteria. Appl Environ Microb 70: 745–
751.
77. Jørgensen BB (1982) Mineralization of organic matter in the sea bed – the role of
sulphate reduction. Nature 296: 643–645.
78. Mayor DJ, Thornton B, Zuur AF (2012) Resource quantity affects benthic
microbial community structure and growth efficiency in a temperate intertidal
mudflat. PLoS ONE 7: e38582.
79. Zetsch E, Thornton B, Midwood AJ, Witte U (2011) Utilisation of different
carbon sources in a shallow estuary identified through stable isotope techniques.
Cont Shelf Res 31: 832–840.
80. Carpenter SR (1996) Microcosm experiments have limited relevance for
community and ecosystem ecology. Ecology 77: 677–780.
81. FAO (2006) State of World Aquaculture 2006. FAO. Fisheries Technical Paper
No. 500. Rome.
82. Apitz SE, Elliott M, Fountain M, Galloway TS (2006) European environmental
management: Moving to an ecosystem approach. Integr Environ Assess Manag
2: 80–85.
Copper-Animal Interactions in Marine Sediments
PLOS ONE | www.plosone.org 9 May 2013 | Volume 8 | Issue 5 | e64940
